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. The hTERT NLS interacts physically with importin α. (A) GST-importin-α1, GST-importin-α3, GST-importin-α5 and GST-importin-β1 were affinity purified and incubated with lysates that had been prepared from cells expressing Flag-NLS or Flag-S227A/7A, followed by immunoblotting with anti-Flag antibody. The purified GST fusion proteins were visualized by Coomassie staining and are indicated with arrowheads. Molecular mass makers are shown in kDa. (B) GST-NLS and GST-S227A/7A were purified and incubated with lysates prepared from cells expressing HA-importin-α1, HA-importin-α3, HA-importin-α5 and HA-importin-β1; the HA-tagged proteins were then detected. HA-tagged importin proteins are indicated with arrowheads. The purified GST fusion proteins were visualized by Coomassie staining. (C) MCF7 cells that had been transfected with Flag-NLS and either HA-importin-α proteins or HA-importin-β1 were subjected to immunoprecipitation (IP) with anti-Flag antibody, followed by immunoblotting with anti-HA antibody. HA-tagged importin proteins are indicated with arrowheads. (D) MCF7 cells transfected with Flag-NLS, HA-importin-α proteins and HA-importin-β1 were subjected to immunoprecipitation with anti-Flag antibody, followed by immunoblotting with anti-HA antibody. (E) MCF7 cells were subjected to immunoprecipitation with an anti-hTERT antibody; the immunoprecipitates were then probed for endogenous importin-α proteins and importin-β1. IgG antibody was used as a negative control. In B,C,D, asterisks mark the position of nonspecific immunoglobulin chains.
